Anopheles moucheti is a major human malaria vector in Equatorial Africa. The screening of an Anopheles moucheti genomic microsatellite library allowed us to select 36 sequences with AC/GT dinucleotide tandem repeats. Primer pairs were designed to amplify the loci and 25 out of 36 gave a repeatable and scorable amplification. In total, 17 loci were selected for their high degree of polymorphism (the number of alleles per locus ranged from four to 16, and observed heterozygosity from 0.43 to 0.87) and suspicion of absence of null alleles, using 30 wild females from South-Cameroon. No linkage disequilibrium was found between the loci.
Anopheles moucheti is a major human malaria vector in villages and towns situated in forest areas along large rivers or slow moving streams of Equatorial Africa. This species was shown to be responsible for Plasmodium falciparum entomological inoculation rates reaching 300 infective bites per person per year, with sporozoite rates ranging up to 4% (Fontenille & Lochouarn 1999) . Despite this important role on malaria transmission, few studies were carried out on this species since its identification by Evans in 1925 (Evans 1931 . As part of a large scale ongoing investigation of the African malaria vectorial system, a study based in South-Cameroon was undertaken on this vector. Biological observations and allozyme analysis on specimens from several villages of this region revealed this species to be morphologically polymorphic and genetically homogenous (Antonio-Nkondjio et al . 2002) . Nevertheless, because allozyme loci might not be sufficiently variable to reveal Anopheles moucheti 's population level structuring, we undertook the development of microsatellite loci, known to be highly polymorphic markers.
We report here the isolation and characterization of the first microsatellite loci from the genome of Anopheles moucheti , following the protocol described by Estoup et al . (1993) Genomic DNA was extracted from a pool of 20 Anopheles moucheti specimens and totally digested by Sau 3A. Size-selected fragments (400-900 pb) were ligated into a pUC18 vector (Pharmacia) digested by Bam HI, and plasmids were used to transform XL1-blue competent cells (Stratagene) . Approximately 3000 recombinant clones were transfered onto Hybond-N + nylon membranes (Amersham) and screened using an equal mixture of (TC) 10 and (TG) 10 digoxygenin-end labelled oligonucleotide probes (Boehringer Mannheim).
Of the 78 positive clones detected, inserts from 50 of those harbouring a strong hybridization signal were polymerase chain reaction (PCR) amplified with the M13/ pUC18 universal primers (Stratagene), and sequenced Correspondence: Zeinab Annan. Fax: + 33 467542044; E-mail: zei_annan@hotmail.com Table 1 Primer sequences and characteristics of 24 Anopheles moucheti microsatellite loci. Sequence interruptions of less than 5 bp between repeats are indicated as '+'. For locus AM8, the interruption between the two motifs is superior to 20 bp (juxtaposed motif). The annealing temperature is 55 ° C for all primer pairs. Number of alleles are based on 3 samples of 10 specimens collected in 3 different villages of SouthCameroon. F and R: forward and reverse primers. using an ABI 310 sequencer (Perkin-Elmer). Primer sets were designed using oligo software version 4.04 (National Biosciences) to amplify short (90 -230 bp) PCR products for 36 microsatellite sequences (the remainder were unsuitable because of incomplete sequences obtained). Microsatellite polymorphism was assessed using 30 females from three forest villages of South-Cameroon (10 specimens per village), distant from each other by about 200 km. DNA for genotyping was extracted from single specimens following Collins et al. (1987) . Resulting PCR products were resolved using an ABI Prism 377 Genetic Analyser (Perkin-Elmer). Alleles were sized relatively to an internal standard using genescan software version 3.1 (Applied Biosystems). In total, 24 loci revealed extensive allelic polymorphism with a number of alleles per locus ranging from four to 16 and an observed heterozygosity from 0.43 to 0.87 (Table 1) , one locus being monomorphic (sequence available in EMBL database: AJ504662). The tests for heterozygote deficiency were performed for each locus on the 30 specimens using genepop version 3.2 (Raymond & Rousset 1995) .
They were significant for 7 loci out of the 24 tested, which may suggest the presence of one or more null alleles operating at these loci (Table 1) . Linkage disequilibrium between all pairs of loci was not detected (P > 0.05 Fisher's exact test) when using genepop. In total, 17 polymorphic loci without any detected heterozygote deficiency are thus available for population genetics studies of Anopheles moucheti in Africa.
